The level of 25-hydroxyvitamin D3 (25-OH-D3) in human plasma has so far been reported in the United States of America and Europe since Belsey et al. (1971) published the results based on the competitive protein binding assay, but as yet, no definite results on the level of Japanese children have been published.
We have made studies on various kinds of binding proteins in D-deficient rats. Here we report the method of assay and also the plasma level of 25-OH-D3 in healthy infants and children.
MATERIALS AND METHODS

Standards of Vitamin D, its analogues and radioisotopes
Crystalline vitamin D2 (D2), vitamin D3 (D3) and dihydrotachysterol (DHT) were purchased from Sigma Pharmaceutical Co. and 25-hydroxyvitamin D3 (25-OH-D3), la hydroxyvitamin D3 (la-OH-D3) and 1, 25-dihydroxyvitamin D3 (1, 25-(OH)2-D3) which had been dissolved in the 99.5% ethanol were kindly given from Dr. T. Suda and Dr. E. Nishii and 26(27)-3H-25-OH-D3 (specific activity 6.9 Ci/mmole or 2.9 Ci/mmole) was purchased from Radiochemical Centre., Amersham. Normal subjects
Preparation of binding proteins
Forty-four healthy infants and children were subjected to study; 17 of the subjects (8 boys and 9 girls) were from 1 to 15 years of age and 27 neonates (17 males and 10 females) were fullterm mature infants within two days after delivery . All of them were suspected of not having taken vitamin D recently.
RESULTS
A histological exmaination of knee joints from D-deficient rats revealed the distortion of the trabeculae, insufficient calcification, and reduction of cartilage in the metaphysis, but no remarkable increase in osteoid cells by hematoxylin-eosin staining (Fig. 1) .
The chromatographic separation of 19C-D3 from 3H-25-OH-D3 was shown in Fig. 2 ; 3H-25-OH-D3 was eluted in the fractions from 10 ml to 24 ml. When 3H-25 OH-D3 tracer was added to plasma, the recovery of tracer was 86.1+12.2 (S.D.)% (n=11). The separation of 25-OH-D3 from vitamin D3 and the reproducibility of the elution curve were found to be excellent.
Using various concentrations of D-deficient rat serum as binding proteins, standard curves were obtained by plotting the binding ratio (Bound-Blank) cpm/ 
